The levels of endogenous TIF1γ, Smad4 and GAPDH were determined by immunoblotting. ctrl, control; TIF, TIF1γ; S4, Smad4. The two independent RNA extractions performed for microarray experiments were used to quantify the expression of 16 selected genes by qRT-PCR. (C) Two additional and independent RNA extractions from HMEC-TR cells were used to quantify the expression of selected genes. All values were normalized to the amount of HPRT mRNA and expressed relative to the value obtained in control TGFβ1-untreated cells. For B and C, the data shown correspond to one of two independent experiments performed in triplicate, with comparable results. VIM, Vimentin; cadh, cadherin. ctrl, control; TIF, TIF1γ; S4, Smad4. (Dupont et al., 2005; 2009) , inactivation of TIF1γ enhanced the TGFβ1-transcriptional response of the artificial (CAGA)9-MLP-Luc reporter (A). In addition, TIF1γ was found to inhibit the transcriptional activity of the reporter construct in a dose-dependent manner (B). Isolated domains of TIF1γ (TRIM, middle or PHD/Br) are void of biological effect on luciferase reporter construct (C).
Fig S8:
TIF1γ inhibits Smad3/4 complexes. HMEC-TR cells were transfected with the indicated vectors, control siRNA (ctrl) or siRNA targeting human TIF1γ mRNA. 48h posttransfection, the cells were treated or not with TGFβ1 for 2h. Lysates were immunoprecipitated (IP) and immunoblotted (IB) as indicated. Protein expression was monitored by immunoblot analysis of total cell extracts (Input). As previously shown (He et al., 2006) , over-expression of TIF1γ in HMEC-TR cells decreased Smad3/Smad4 interaction (A) whereas TIF1γ downregulation favored the formation of Smad3/Smad4 complex (B). In cells overexpressing TIF1γ, TIF1γ could be coimmunoprecipitated with Smad3, this interaction being enhanced by TGFβ1 treatment (A). In cells inactivated for Smad4, the Smad3/TIF1γ complex was more abundant (C). TIF1γ has been shown to interact with Smad4 and to act as a RING-finger ubiquitin ligase for Smad4, regulating Smad4 localization (Dupont et al., 2005; 2009) . We found that Smad4 could be coimmunoprecipitated with TIF1γ in HMEC-TR cells, this interaction being enhanced by TGFβ1 treatment (D).
pSG5-TIF1γ
TGFβ1 Table S2 : Three complete lists are shown in the excel file: SDTI: Smad4-dependent and TIF1γ-independent probes SDTD: Smad4-dependent and TIF1γ-dependent probes SITD: Smad4-independent and TIF1γ-dependent probes 
